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Precision of synaptic connections within neural circuits is essential for the accurate processing of sensory information. Specificity is
exemplified at cellular and subcellular levels in the chick auditory brainstem, where nucleus magnocellularis (NM) neurons project bilaterally
to nucleus laminaris (NL). Dorsal dendrites of NL neurons receive input from ipsilateral, but not contralateral, branches of NM axons
whereas ventral dendrites are innervated by contralateral NM axons. This organization is analogous to that of the mammalian medial superior
olive (MSO) and represents an important component of the circuitry underlying sound localization. However, the molecular mechanisms that
establish segregated inputs to individual regions of NL neurons have not been identified. During synapse formation in NL, the EphA4
receptor is expressed in dorsal, but not ventral NL, neuropil, suggesting a potential role in targeting synapses to appropriate termination
zones. Here, we directly tested this role by ectopically expressing EphA4 and disrupting EphA4 signaling using in ovo electroporation. We
found that both misexpression of EphA4 and disruption of EphA4 signaling resulted in an increase in the number of NM axons that grow
aberrantly across NL cell bodies into inappropriate regions of NL neuropil. EphA4 signaling is thus essential for targeting axons to distinct
subsets of dendrites. Moreover, loss of EphA4 function resulted in morphological abnormalities of NL suggestive of errors in cell migration.
These results suggest that EphA4 has multiple roles in the formation of auditory brainstem nuclei and their projections.
D 2004 Elsevier Inc. All rights reserved.Keywords: EphA4; Nucleus magnocellularis; Nucleus laminarisIntroduction
In the avian brainstem, auditory nerve axons synapse
ipsilaterally on nucleus magnocellularis (NM) neurons. NM
axons in turn contact nucleus laminaris (NL) cells, which
are arranged as a sheet that is one cell thick and possess
dorsal and ventral sets of dendrites (Jhaveri and Morest,
1982; Smith and Rubel, 1979). NL is the first nucleus to
receive bilateral auditory inputs, with ipsilateral and contra-
lateral NM axons segregated onto dorsal and ventral den-
drites, respectively (Young and Rubel, 1983). The
organization of these inputs facilitates neural computations
that permit sound localization (Agmon-Snir et al., 1998;0012-1606/$ - see front matter D 2004 Elsevier Inc. All rights reserved.
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1992; Sullivan and Konishi, 1986; Takahashi et al., 1984;
Young and Rubel, 1983). These connections form early in
development, with segregation of the ipsilateral and contra-
lateral inputs present from the outset. In this study, we
investigated the role of the Eph family protein EphA4 in the
establishment of this pathway.
Signaling through Eph receptor tyrosine kinases (RTKs)
and their ligands, the ephrins, serves an important role in the
targeting of neuronal projections in several regions of the
nervous system, including topographic maps in the visual
system (Cheng et al., 1995; Drescher et al., 1995; Flanagan
and Vanderhaeghen, 1998; Hindges et al., 2002; Mann et al.,
2002b), hippocamposeptal projections (Yue et al., 2002a),
and motor axon pathway selection (Eberhart et al., 2002;
Helmbacher et al., 2000). These proteins are also necessary
for compartmentalization of cell groups, most notably in the
hindbrain (Mellitzer et al., 1999). Eph–ephrin interactions
tend to be inhibitory for cell migration and axon outgrowth
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1997), although recent studies suggest that in some cases
these interactions are attractive (Hindges et al., 2002;
Holmberg et al., 2000; Mann et al., 2002b).
We previously examined the spatiotemporal pattern of
expression of several members of the Eph family during
development of the chick auditory brainstem nuclei (Cramer
et al., 2000b, 2002). The EphA4 RTK was expressed in a
particularly intriguing expression pattern. At ages when NM
axons have arrived near NL and begin to form synaptic
connections in NL (Jackson et al., 1982; Saunders et al.,
1973; Young and Rubel, 1986), EphA4 is asymmetrically
expressed in NL dendritic regions; during this limited
embryonic period, expression in the dorsal dendrites far
exceeds that in the ventral NL dendrites. These results led to
the hypothesis that EphA4 is necessary to establish segre-
gated projections from ipsilateral and contralateral NM to
dorsal and ventral NM dendrites, respectively. In this study,
we tested this hypothesis by misexpressing EphA4 and by
blocking EphA4 signaling to determine whether EphA4
activity has a role in the formation of bilaterally segregated
inputs to NL.Methods
In ovo electroporation
Regions of the hindbrain that give rise to NL (Cramer et
al., 2000a) were targeted for transfection. E2 embryos were
windowed and a 30% solution of India Ink in sterile phos-
phate-buffered saline (PBS)was injected beneath the embryo.
A small hole was made in the roof plate overlying the region
of rhombomere 5 (r5). Purified plasmid DNA, reconstituted
in Tris–EDTA and diluted to 2 Ag/Al sterile water, was
injected into the neural tube near r5 using a pulled glass
micropipette attached to a Picospritzer. Five to 10 pulses of
50-ms duration at 10–15 psi were used. Electroporation was
performed using a BTX 830 electroporator attached to etched
tungsten electrodes. The positive electrode was placed near
the lateral region of r5 and the negative electrode was placed
just lateral to the embryo near r5 with 50–200 Am of
separation between the electrodes. Electrodes did not contact
the embryonic tissue directly. Voltage was applied using three
trains of six pulses, each with 50-V amplitude and 20-ms
duration. The eggshell was taped closed, and the egg was
placed in a 37jC humid incubator for 8 days.
Plasmids
The pMES plasmid vector was used to introduce DNA
for transfection via in ovo electroporation (Swartz et al.,
2001). This construct contains a chick h-actin promoter, a
CMV-IE enhancer, and an EGFP reporter with an internal
ribosome entry site (Swartz et al., 2001). Experimental
embryos received full-length EphA4 cloned into pMES(Eberhart et al., 2002) or a kinase-inactive dominant-nega-
tive EphA4 (Ethell et al., 2001) removed from the pcDNA3
vector by cleavage at flanking EcoRI sites and cloned into
pMES at the EcoRI site within the polylinker region. The
kinase-inactive form of EphA4 results in greatly reduced
phosphorylation of wild-type EphA4, indicating that it acts
as a dominant negative to disrupt EphA4 signaling (Yue et
al., 2002a). Control embryos received pMES alone.
Verification of transfection
Transfection was assessed by examination of EGFP
fluorescence in dissected brainstems using a fluorescence
stereomicroscope and in sectioned material. In addition, we
performed immunohistochemistry on some transfected em-
bryos using methods described previously to detect EphA4
expression following electroporation (Cramer et al., 2000b;
Eberhart et al., 2000). Tissue was embedded in paraffin or
agarose, sectioned, and labeled using a rabbit polyclonal
antibody that recognizes the C terminal region of EphA4
(Soans et al., 1994). EphA4 immunolabeling was visual-
ized using a Vector ABC kit or a fluorescent secondary
antibody conjugated to Alexa 594 (Molecular Probes,
Eugene, OR).
In vitro axon labeling
The method used to determine the trajectories of NM
axons in embryos after manipulation of EphA4 signaling
was adapted from Young and Rubel (1983, 1986) and is
depicted in Fig. 1. E10 chick embryos were removed from
the egg and the brainstem was quickly dissected in Tyrode’s
solution (8.12 g/l NaCl, 0.22 g/l KCl, 1.43 g/l NaHCO3, 0.2
g/l MgCl2, 0.333 g/l CaCl2, and 22 g/l dextrose) infused
with 95% O2/5% CO2. Rhodamine dextran amine, MW =
3000 (Molecular Probes), was made at 6.25% in a solution
containing 0.4% Triton X-100 in PBS. A pulled glass
micropipette, broken to about 10 Am, was filled with dye
solution and attached by fine tubing to a Picospritzer. The
dye was pressure injected using one or two 50-ms pulses at
10 psi into the dorsal midline of the brainstem to label only
crossed NM–NL fibers but not ipsilaterally projecting
fibers. In some cases, rhodamine dextran was injected into
NM on only one side of the brain. The tissue was then
immersed in Tyrode’s solution continuously perfused with
95% O2/5% CO2 for 4–8 h, then fixed for 2–6 h in 4%
paraformaldehyde at 4jC. The tissue was rinsed in PBS,
cryoprotected in 30% sucrose for several hours, then em-
bedded in OCT medium. Cryostat sections were cut in the
coronal plane at 12–14 Am, and sections were coverslipped
using Glycergel mounting medium. Alternate sections were
counterstained using bisbenzimide to label cell nuclei and
assist in the identification of NM and NL. Because of the
curve of the brain at the level of the brainstem, what we
have termed coronal is synonymous with transverse within
this region; this plane of section shows the ipsilateral and
Fig. 1. Schematic diagram illustrating the organization of projections in the
auditory brainstem and the method for tracing axonal projections following
electroporation. This section is coronal, which is regionally transverse in
this area of the brainstem. Green indicates expression of EGFP in an
embryo transfected on the left side only. Red indicates the rhodamine
dextran injection site at the midline of the brainstem, through which only
contralateral NM axons project. Blue dashed lines indicate the boundaries
of the NL neuropil dorsally and ventrally. Insets show patterns that would
be observed if axonal trajectories are aberrant (left) or normal (right); these
drawings summarize the patterns observed in subsequent figures.
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plane are shown schematically in Fig. 1.
Data analysis
Embryos were included in the study only if EGFP
labeling was extensive throughout NL and if axonal
tracing cleanly labeled NM axons that crossed the mid-
line to the contralateral NL. For each section in which
NL could be identified, axons that extended beyond the
line of NL cell bodies and into inappropriate regions of
NL were counted. Axons were counted only when they
could be followed without interruption. The mean number
of aberrant axons per section was determined for each
embryo. Analysis of variance was used to compare mean
values for animals treated with EGFP alone, full-length
EphA4/EGFP, kiEphA4/EGFP, and EphA4/EGFP in NM
but not NL. Pairwise t tests were used to evaluate the
significance of differences between groups.Results
Segregated NM–NL projections in control-transfected
embryos
Control embryos were transfected with plasmids con-
taining EGFP alone to ascertain that electroporation didnot result in disrupted segregation. Following incubation
to E10, when the auditory brainstem nuclei can be
identified and axons are normally in their appropriate
locations within NL, EGFP labeling was examined within
the auditory nuclei and brainstem tissue was labeled so
that the trajectories and terminations of NM axons could
be identified within NL.
Control embryos transfected with plasmids containing
EGFP alone showed normal segregation between ipsilat-
eral and contralateral NM–NL projections. Axons were
labeled using injection of RDA at the midline so that
only contralateral projections would be labeled, as ipsi-
lateral projections do not traverse through this region
(Fig. 1). At E10, EGFP transfection was extensive
through the auditory brainstem (Fig. 2a) and labeling
was evident in many NL cell bodies and in NM neurons,
including their axonal projections (Fig. 2b). NL cells at
E10 are surrounded by a neuropil zone free of neuronal
and glial cell bodies. In control embryos, contralateral
NM axons could be followed to the ventral region of the
NL neuropil (Fig. 2c). Axons occasionally extended into
the cell body layer of NL, but rarely exceeded the cell
body zone to enter the dorsal neuropil, as in the right
side of Fig. 1. The relationship between axonal trajecto-
ries and the line of cell bodies in NL was examined
using bisbenzimide labeling (Fig. 2d). Axons that extend-
ed into inappropriate territory in bisbenzimide-counter-
stained sections were counted throughout the rostrocaudal
extent of NL in sections where NL could be identified by
its laminar structure and cell-free zone (n = 28 sections).
Twelve embryos were transfected with EGFP alone in
this control group; of these six had sufficient axonal label
to evaluate axonal trajectories. The mean number of NM
axons (Fstandard deviation) that terminated in inappro-
priate regions of NL was 1.5 F 1.2 axons per section or
about 40.6 axons throughout NL.
Targeting errors in embryos transfected with EphA4
In ovo electroporation was used to introduce either
full-length EphA4 for misexpression experiments or ki-
nase inactive EphA4 (kiEphA4) to disrupt EphA4 signal-
ing into the developing auditory brainstem at E2, when
the embryo is accessible and when the positions of the
precursors for the auditory brainstem nuclei are known
(Cramer et al., 2000a). Plasmids (described in Methods)
also encoded an EGFP reporter. To evaluate the role of
EphA4 in guidance of NM axons, we examined the
projection patterns of individual NM axons in NL from
embryos transfected with full-length EphA4. We verified
that EGFP expression was correlated with EphA4 immu-
nolabeling (Figs. 3a, b) and that EphA4 expression was
abnormal after ectopic expression. In these experiments,
transfected brainstem tissue was sectioned and immunola-
beled with an antibody specific for EphA4. Fig. 3a shows
a transfected NL neuron with EGFP expression as well as
Fig. 2. Axons projecting from NM to NL are restricted to appropriate regions of the neuropil in control-transfected embryos. (a) An embryo at E10 following
transfection with EGFP at E2. Bright areas demonstrate sustained GFP expression in NM and NL. (b) The same embryo was cryosectioned at 12 Am in the
coronal plane. EGFP is expressed in the auditory brainstem, with expression prominent in NL cell bodies and neuropil as well as axons originating in NM.
Arrow indicates line of NL neuronal cell bodies. (c) Pattern of labeling following placement of rhodamine dextran amine (RDA) into the midline in the same
section as that shown in (a). Axons arising in contralateral NM are restricted to a region ventral to the line of cell bodies in NL. (d) RDA-labeled axons shown
together with bisbenzimide (BIS) fluorescence to show the relationship between axon terminations and nuclei NL cells.
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ventral neuropil in this cell. Fig. 3b shows a field of
transfected brainstem cells, illustrating that EphA4 is
expressed in EGFP-labeled cells. The distribution of these
proteins is slightly different, with EGFP more concentrat-
ed in the cell body and EphA4, a transmembrane protein,
localized to the plasma membrane of the somata as well
as extensively throughout neuronal processes. These data
demonstrate that EGFP expression reliably reports mis-
expression of EphA4. Transfection was observed exten-
sively in NL neurons (Fig. 3c) as well as in NM neurons
and axons (Figs. 3c, d).
Embryos transfected to misexpress EphA4 (n = 38)
were evaluated for axonal trajectories when NL morphol-
ogy was intact (see below) and when rhodamine labeling
successfully filled axons from contralateral NM. In em-
bryos included in the axonal analysis (n = 10), many
more axons traversed the line of cell bodies in NL
compared to control embryos described above; these
appeared similar to the left NL in Fig. 1. The mean
number of misrouted axons was 5.1 F 2.9, or 142.8
throughout NL. Individual axons were counted in rela-
tionship to the position of cell bodies in NL (Figs. 3e–g).
In addition, in some cases, clusters of NL axons were
observed within gaps in NL cell bodies (Fig. 3e, asterisk).
The growth of axons across the line of NL and the
presence of terminal arbors in the inappropriate compart-
ment of NL neuropil suggest that these aberrantly grow-ing NM axons terminate on inappropriate dendrites of NL
cells.
While most embryos were transfected bilaterally within
the auditory brainstem nuclei, a subset of embryos was
focally transfected only on the left and showed EGFP
expression only in the left NM and NL. In these cases, the
contralateral side served as a control, and axonal segrega-
tion patterns were evaluated both on the transfected side
and on the untransfected control side. Fig. 3f shows
axonal labeling in one such embryo on the transfected
side, while the contralateral, untransfected side is shown in
Fig. 3g. Contralateral axons are disorganized and readily
enter into the dorsal, ipsilateral recipient zone of the NL
neuropil (Fig. 3f), while in the untransfected side axonal
projections terminate in the ventral region appropriate for
contralateral axons (Fig. 3g). The mean number of
misrouted axons on the transfected side was 6.5 F 1.2
(SEM; n = 4), while the mean number of misrouted axons
on the control side was 3.3 F 1.6; this difference was
statistically significant (P < 0.005, paired t test). Thus,
misexpression of EphA4 results in targeting errors on the
transfected side.
Misexpression of EphA4 produces errors only when NL cells
are transfected
The effects of EphA4 gain-of-function on NM axon
targeting could be explained by changes in the distribu-
Fig. 3. Overexpression of EphA4 in the auditory brainstem results in errors in
the projections of NM axons in NL. Panels (a) and (b) show that EGFP-
expressing neurons also express EphA4. (a) A transfected NL neuron with
EphA4 immunoreactivity. Expression is observed in both dorsal and ventral
dendrites of this neuron (arrowheads). (b) A field of transfected neurons
within the brainstem. EphA4 immunolabeling coincides with EGFP
expression. Arrowheads indicate cell bodies of transfected neurons. (c)
Extensive transfection is observed within NL neurons. This field also shows
ipsilateral NM axons with EGFP expression. (d) Transfection is seen in both
NM and NL, with abundant NM cell body and axonal transfection. (e)
Misexpression of EphA4 results in disrupted axonal targeting. Merged image
with RDA labeling and bisbenzimide showing axons in relation to cell body
line in NL. Axons appear disorganized and extend into the dorsal neuropil
region of NL. NM axons grow across the cell body line into inappropriate
regions of NL (arrowheads). Bundles of axons grow past the line of NL cell
bodies (asterisk). (f and g) Two sides of a section through a brainstem that
was transfected only on the left side. Arrow indicates line of cell bodies in
NL. Arrowheads indicate the dorsal border of the dorsal neuropil region. On
the transfected side (f), labeled contralateral NM axons are seen in this dorsal
region; the control, untransfected, side (g) contains labeled contralateral NM
axons restricted to the appropriate ventral neuropil region.
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EphA4 in NM axons, which do not normally express any
EphA4 (Cramer et al., 2000b). To evaluate the latter
possibility, we examined the axonal projection patterns
of embryos transfected in NM but not in NL. Fig. 4a
shows a section with transfected neurons in NM but not
in NL. The pattern of RDA labeling from the midline is
shown together with EGFP in Fig. 4b. Importantly,
targeting errors were not seen. The mean number of
mistargeted axons per section was 0.59 F 0.07 (SEM; n =
3). Thus, ectopic expression of EphA4 resulted in a signif-
icant increase in the number of targeting errors when NM
and NL were transfected but not when NM alone was
transfected. These results suggest that alterations in EphA4
signaling within NL neurons are important for targeting of
NM axons, suggesting that the action of this protein is non-
cell autonomous.
Another way to evaluate the issue of cellular specificity
is to examine the spatial relationship between targeting
errors and transfected or non-transfected neurons. Axons
that made targeting errors were seen in proximity to trans-
fected NL neurons, even when few NL neurons misex-
pressed EphA4. Figs. 4c, d show an example of a section
with a single NL neuron expressing EGFP (large arrow-
head). An RDA-labeled axon projects aberrantly to the
inappropriate region of the neuropil (small arrowhead).
Most of these incorrect axon projections were seen within
a cell diameter of a transfected NL neuron, again suggesting
that these NM axons respond to cues from transfected NL
neurons.
Targeting errors in embryos transfected with kiEphA4
To evaluate whether targeting of NM axons requires
signaling through the EphA4 RTK, we used a loss-of-
function approach. In this group of embryos, electroporation
was used to introduce a plasmid containing a kinase-inactive
form of the protein (kiEphA4). Kinase-inactive constructs
have a dominant negative action and reduce phosphoryla-
tion in response to ligand (Ethell et al., 2001; Yue et al.,
2002b). When embryos expressing kiEphA4 in the auditory
brainstem nuclei were examined at E10, large clusters of
axons were seen traversing NL cell bodies (Figs. 5a–c). A
total of nine embryos were successfully transfected with
kiEphA4; axons could be counted in five of these embryos.
The mean number of individual axons that were misrouted
(Fstandard deviation) was 6.6 F 2.1, or 185 axons through-
out NL. The disruption of EphA4 signaling with kiEphA4
and misexpression of EphA4 both produced significant
increases in the number of misrouted axons (P < 0.005;
ANOVA). Transfection with kiEphA4 and EphA4 produced
significantly greater errors than either control transfection or
transfection with EphA4 in NM only (Fig. 5d). These results
suggest that misexpression of EphA4 and kiEphA4 produ-
ces errors in targeting of NM axons to regions within NL
neurons.
Fig. 4. Targeting errors are not seen when NM but not NL is transfected with EphA4. (a) EGFP shows that cells in NM but not in NL are transfected. (b) RDA
labeling from the midline of the brainstem, shown together with EGFP, does not reveal an increase in targeting errors. No errors are seen in this section. Arrow
indicated the location of the line of neuronal cell bodies in NL. Targeting errors tend to occur near transfected NL neurons. (c) A single transfected neuron is
observed in this section (large arrowhead). An RDA-labeled axon (small arrowhead) traverses the line of cell bodies (indicated by the arrow) into the
inappropriate (dorsal) region of the NL neuropil. An EGFP-labeled axon is also seen in the field, but this axon could not be followed to the dorsal region of the
NL neuropil. (d) An enlarged view of the highlighted area from (c).
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EphA4
We quantified the rate at which mistargeted axons
grow near transfected neurons in four embryos expressing
a dominant-negative EphA4 construct. This construct
contains a deletion in the cytoplasmic domain and pro-
duces a significant increase in axon targeting errors.
Embryos with 50% or less of NL cells transfected were
included. We found that 71.6 F 14.9% (SD; n = 4
embryos) of mistargeted axons were within one cell
diameter of a transfected NL neuron. Figs. 6a, b show
errors in a section with several transfected NL neurons;
arrowheads indicate aberrant axons growing near trans-
fected cells. Figs. 6c, d show a section with a single
transfected NL neuron; here the only axon growing into
the inappropriate part of NL is near the transfected
neuron. We also examined axons in control transfected
embryos. While these had very few aberrant projections,
we evaluated whether these errors were found near EGFP-
transfected NL neurons. In contrast to embryos misex-
pressing EphA4, in two control transfected embryos with
about 50% of NL cells transfected, only 36.7 F 4.7% of
mistargeted axons coursed near transfected NL neurons
(data not shown). These results suggest that in our
experiments, errors in NM axon targeting specifically
result from misexpression of EphA4 in NL neurons.Role for EphA4 in NL morphology
Our quantitative analyses of the experimental cases
were very conservative and are likely to be an underes-
timate of the actual degree of terminal arbor misrouting.
In this analysis, we did not include the large fascicles of
axon branches passing through the cell body lamina of
NL because individual axons in these fascicles could not
be resolved. Notably, large fascicles of misrouted axons
coursing through the cell body lamina of NL are not seen
in normal embryos or hatchlings (Young and Rubel,
1983; Young and Rubel, 1986) or in control-transfected
embryos.
To evaluate the effects of experimental changes in
EphA4 signaling on the overall morphology of NM and
NL, the morphology of the nuclei was examined using
bisbenzimide labeling. None of the EGFP-transfected con-
trol embryos exhibited gross morphological abnormalities
or changes in NL morphology (Fig. 7a). However, mis-
expression of full-length EphA4 resulted in gross abnor-
malities in 11% of transfected embryos (Fig. 7b), and
disruption of EphA4 signaling with kiEphA4 resulted in
abnormalities in 55% of transfected embryos (Figs. 7c, d).
Extensive abnormalities of the hindbrain included reduced
brainstem size, reduced extent of the IVth ventricle, and
changes in shape of the auditory region of the brainstem.
In NL, the abnormal morphology included a disorganized
Fig. 6. Axon targeting errors tend to occur within a soma diameter of an NL neuron misexpressing EphA4. (a) Axon targeting errors (arrowheads) in an embryo
expressing a dominant negative form of EphA4 lacking a region of the cytoplasmic domain. (b) The same field showing expression of EGFP. Targeting errors
are near transfected NL neurons (arrowheads). (c) A different example showing a single mistargeted axon (arrowhead). (d) The same field showing that this
axon courses adjacent to an NL neuron misexpressing EphA4/EGFP.
Fig. 5. Expression of kiEphA4 results in an increase in the number of axons that grow past NL cell bodies into the inappropriate compartment of NL neuropil.
(a) Bisbenzimide labeling to indicate the region of NL cell bodies (arrow). (b) Same section as (a). RDA labeling reveals extensive mistargeting of axons and
several large fascicles. (c) Merged image demonstrates the relationship between labeled NM axons and growth across NL. The fascicles are predominantly
found in NL regions with gaps in the line of cell bodies. (d) Histogram showing the number of axons per section that grow across the NL cell body lamina into
the opposite neuropil region under each experimental condition. Error bars denote SEM. ANOVA indicates that the number of mistargeted axons varies with
misexpression condition ( P < 0.0005). Pairwise t tests show that EphA4 and kiEphA4 produce significant increases in the number of axons per section that
grow across the NL cell body lamina (FSEM) into the inappropriate neuropil region in comparison to control transfection with EGFP. Transfection with EphA4
in NM but not NL does not result in an increased number of targeting errors. * Denotes significantly different from controls ( P < 0.005 for kiEphA4, P < 0.05
for EphA4 overexpression).
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Fig. 7. Morphological changes in NL are seen after misexpression or loss-of-function of EphA4. (a) Bisbenzimide labeling in a control EGFP-transfected E10
embryo. Cell bodies within NL (arrow) are arranged in a sheet and cells appear tightly packed, and a cell-free space is clearly delineated dorsally and ventrally.
(b) In some EphA4-misexpressing embryos, NL cells appeared disorganized, more sparsely packed (arrow), and the margins of the cell-free zone are less
evident. (c) A kiEphA4-treated embryo with severe disruption of auditory nuclei morphology. NL cannot be identified within this bisbenzimide-labeled section.
(d) The same section as (c) showing the location of EGFP-labeled cells in the region of the auditory nuclei and the disorganization of RDA-labeled axons (red)
from the contralateral side.
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cases, NL could not be identified and there was no
identifiable cell-free zone (Fig. 7c). In these cases, it was
not possible to quantify the number of axons that termi-
nated in inappropriate zones of NL neuropil, but large
groups of axons clustered within the region of the auditory
brainstem nuclei (Fig. 7d); these axons occasionally ex-
tended beyond the dorsolateral region of the brainstem.
These defects suggest that EphA4 has a role in the
migration of NL cells from the auditory anlage or in the
organized clustering of NL cell bodies within the lamina.
The disorganization of NL cells induced by EphA4
misexpression may be involved in the misrouting of NM
axons in some cases; aberrantly growing axons clustered in
regions where NL cells left gaps in the line of cell bodies.
However, morphological abnormalities in NL cellular orga-
nization cannot account for all of the misrouting of NM
axons, as errors of axon trajectories were commonly ob-
served in gain-of-function or loss-of-function cases in which
NL cells had a normal morphology.Discussion
In this study, we have tested the hypothesis that EphA4
has a role in restricting axonal projections to distinct regions
of NL neurons. We found that misexpression of EphA4 and
expression of a kinase-inactive form of EphA4 result in ahighly statistically significant 5-fold increase in the number
of axons that appear to terminate in inappropriate regions of
NL cells compared to control-transfected embryos. The
numerical extent of this misrouting is a conservative esti-
mate, as only axons that could be resolved throughout their
trajectory are included. Large clusters of axons with aberrant
trajectories (Figs. 2b and 3b, c) were often observed in the
experimental tissue, but never observed in control-trans-
fected or normal tissue. The axons in these clusters could
not always be resolved and followed individually and thus
were counted as fewer axons than they likely contained. In
addition, electroporation resulted in the transfection of
many, but never all, auditory neurons and did not involve
all regions of NL in any of the brains examined. The results
of this study support a role for EphA4 in the formation of
segregated projections from NM axons to NL, indicating
that Eph receptor signaling directs axons to appropriate
subcellular compartments, or appropriate dendrites, within
their target cells.
The effects of misexpression with EphA4 were similar to
those observed after disruption of EphA4 signaling with
kiEphA4. Several different mechanisms could account for
this similarity. One possibility is that the asymmetry of
EphA4 activity in NL cells is necessary for segregation;
both perturbations decrease the difference in EphA4 activity
between the dorsal and ventral dendrites. A second possi-
bility is that misexpression of EphA4 within NM axons
(which do not normally express EphA4) may promote
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routing may depend on interactions between the misex-
pressed EphA4 and ephrin-B2 within the axons; this binding
might make axons less responsive to other Eph receptors in
the target. Our data do not support this second possibility;
when NM, but not NL, was transfected, we did not see a
significant increase in NM axon targeting errors compared
to controls. However, the possibility remains that misex-
pression within NM axons has an effect when NL is also
transfected; experiments limiting transfection to NL will be
required to evaluate this possibility rigorously.
A third possibility is that the effects on NM axons occur
strictly through an attractive, reverse signaling mechanism
(Holland et al., 1996). In this case, both constructs produce
additional extracellular EphA4 moieties, and these proteins
would increase the signal to ephrin-B2 on NM axons.
Because misexpression results in an increase in axon growth,
this mechanism would require that EphA4-ephrin-B2 sig-
naling be attractive rather than repulsive. Our data are
consistent with a reverse signaling mechanism because
misexpression within the target NL neurons produces a
change in NM axon trajectories; moreover, aberrantly grow-
ing axons are usually seen near transfected NL neurons.
However, other Eph family members are expressed in the NL
neuropil and NM axons (Cramer et al., 2002); these may
operate using forward signaling. Thus, while the present
study demonstrates a role for EphA4 in binaural segregation,
it is likely that this role is complex and depends on distinct
types of signaling among several members of this family.
Interactions between Eph receptors and their ligands
have an important role in guiding axons to appropriate
regions within a target. For example, growth cones from
thalamic axons collapse and form synaptic terminations
specifically in response to a signal from cortical layer 4
neurons (Bolz et al., 1992; Molnar and Blakemore, 1991).
This axonal guidance is mediated by ephrin-A5 (Mann et
al., 2002a). In addition, ephrin-A3 regulates targeting of
entorhinal cortical neurons to the appropriate layer of the
dentate gyrus (Stein et al., 1999). In these examples, axons
are targeted to distinct cell layers. In this study, we have
examined mechanisms for axon targeting within a pathway
whose layers are formed by subsets of dendrites. The role of
these proteins in axonal targeting may thus extend to the
subcellular localization of synaptic connections.
Patterns of connections in the auditory brainstem are
extraordinarily precise and form the basis for perception of
auditory stimuli based on small differences in timing. While
deafferentiation studies have resulted in disrupted binaural
segregation in NL (Rubel et al., 1981) and medial superior
olive (MSO) (Kitzes et al., 1995) as well as alterations in the
organization of inhibition in MSO (Kapfer et al., 2002), no
previous perturbation has disrupted segregation in the initial
development of cochlear nucleus projections to NL or MSO.
The molecules that establish this robust precision have not
previously been characterized. The results presented here
demonstrate an important role for EphA4 in directing axonsto appropriate regions within targets during the formation of
neural circuits in the brainstem. Moreover, these results
demonstrate the functional significance of Eph receptor
expression in auditory brainstem pathways. Because Eph
family proteins have a role in the formation of visual system
pathways, these proteins may be important for the formation
of neural circuits across several sensory modalities.Acknowledgments
The authors thank Stephanie Smith, JiaLin Shang, Glen
MacDonald, Dale Cunningham, and Shazia Siddiqui for
their technical assistance. We are grateful to Dr. Elena
Pasquale for providing an EphA4 antibody and to Dr. Yu
Yamaguchi for providing a kiEphA4 construct. This work
was supported by National Institutes of Health grants
DC00395, DC04661, DC005771, MH059894, and by the
Virginia Merrill Bloedel Hearing Research Center.References
Agmon-Snir, H., Carr, C.E., Rinzel, J., 1998. The role of dendrites in
auditory coincidence detection. Nature 393, 268–272.
Bolz, J., Novak, N., Staiger, V., 1992. Formation of specific afferent con-
nections in organotypic slice cultures from rat visual cortex cocultured
with lateral geniculate nucleus. J. Neurosci. 12, 3054–3070.
Carr, C.E., Konishi, M., 1990. A circuit for detection of interaural time
differences in the brain stem of the barn owl. J. Neurosci. 10,
3227–3246.
Cheng, H.J., Nakamoto, M., Bergemann, A.D., Flanagan, J.G., 1995. Com-
plementary gradients in expression and binding of ELF-1 and Mek4 in
development of the topographic retinotectal projection map. Cell 82,
371–381.
Cramer, K.S., Fraser, S.E., Rubel, E.W., 2000a. Embryonic origins of audi-
tory brain-stem nuclei in the chick hindbrain. Dev. Biol. 224, 138–151.
Cramer, K.S., Rosenberger, M.H., Frost, D.M., Cochran, S.L., Pasquale,
E.B., Rubel, E.W., 2000b. Developmental regulation of EphA4 ex-
pression in the chick auditory brainstem. J. Comp. Neurol. 426,
270–278.
Cramer, K.S., Karam, S.D., Bothwell, M., Cerretti, D.P., Pasquale, E.B.,
Rubel, E.W., 2002. Expression of EphB receptors and EphrinB ligands
in the developing chick auditory brainstem. J. Comp. Neurol. 452,
51–64.
Drescher, U., Kremoser, C., Handwerker, C., Loschinger, J., Noda, M.,
Bonhoeffer, F., 1995. In vitro guidance of retinal ganglion cell axons
by RAGS, a 25 kDa tectal protein related to ligands for Eph receptor
tyrosine kinases. Cell 82, 359–370.
Eberhart, J., Swartz, M., Koblar, S.A., Pasquale, E.B., Tanaka, H., Krull,
C.E., 2000. Expression of EphA4, ephrin-A2 and ephrin-A5 during
axon outgrowth to the hindlimb indicates potential roles in pathfinding.
Dev. Neurosci. 22, 237–250.
Eberhart, J., Swartz, M.E., Koblar, S.A., Pasquale, E.B., Krull, C.E., 2002.
EphA4 constitutes a population-specific guidance cue for motor neu-
rons. Dev. Biol. 247, 89–101.
Ethell, I.M., Irie, F., Kalo, M.S., Couchman, J.R., Pasquale, E.B., Yama-
guchi, Y., 2001. EphB/syndecan-2 signaling in dendritic spine morpho-
genesis. Neuron 31, 1001–1013.
Flanagan, J.G., Vanderhaeghen, P., 1998. The ephrins and Eph receptors in
neural development. Annu. Rev. Neurosci. 21, 309–345.
Helmbacher, F., Schneider-Maunoury, S., Topilko, P., Tiret, L., Charnay,
K.S. Cramer et al. / Developmental Biology 269 (2004) 26–35 35P., 2000. Targeting of the EphA4 tyrosine kinase receptor affects
dorsal/ventral pathfinding of limb motor axons. Development 127,
3313–3324.
Hindges, R., McLaughlin, T., Genoud, N., Henkemeyer, M., O’Leary,
D.D., 2002. EphB forward signaling controls directional branch
extension and arborization required for dorsal –ventral retinotopic
mapping. Neuron 35, 475–487.
Holland, S.J., Gale, N.W., Mbamalu, G., Yancopoulos, G.D., Henkemeyer,
M., Pawson, T., 1996. Bidirectional signalling through the EPH-family
receptor Nuk and its transmembrane ligands. Nature 383, 722–775.
Holmberg, J., Clarke, D.L., Frisen, J., 2000. Regulation of repulsion
versus adhesion by different splice forms of an Eph receptor. Nature
408, 203–206.
Jackson, H., Hackett, J.T., Rubel, E.W., 1982. Organization and develop-
ment of brain stem auditory nuclei in the chick: ontogeny of postsyn-
aptic responses. J. Comp. Neurol. 210, 80–86.
Jhaveri, S., Morest, D.K., 1982. Neuronal architecture in nucleus mag-
nocellularis of the chicken auditory system with observations on
nucleus laminaris: a light and electron microscope study. Neurosci-
ence 7, 809–836.
Kapfer, C., Seidl, A.H., Schweizer, H., Grothe, B., 2002. Experience-
dependent refinement of inhibitory inputs to auditory coincidence-
detector neurons. Nat. Neurosci. 5, 247–253.
Kitzes, L.M., Kageyama, G.H., Semple, M.N., Kil, J., 1995. Development
of ectopic projections from the ventral cochlear nucleus to the superior
olivary complex induced by neonatal ablation of the contralateral co-
chlea. J. Comp. Neurol. 353, 341–363.
Krull, C.E., 1998. Inhibitory interactions in the patterning of trunk neural
crest migration. Ann. N. Y. Acad. Sci. 857, 13–22.
Mann, F., Peuckert, C., Dehner, F., Zhou, R., Bolz, J., 2002a. Ephrins
regulate the formation of terminal axonal arbors during the development
of thalamocortical projections. Development 129, 3945–3955.
Mann, F., Ray, S., Harris, W., Holt, C., 2002b. Topographic mapping in
dorsoventral axis of the xenopus retinotectal system depends on signal-
ing through ephrin-B ligands. Neuron 35, 461–473.
Mellitzer, G., Xu, Q., Wilkinson, D.G., 1999. Eph receptors and ephrins
restrict cell intermingling and communication. Nature 400, 77–81.
Molnar, Z., Blakemore, C., 1991. Lack of regional specificity for connec-
tions formed between thalamus and cortex in coculture. Nature 351,
475–477.
Overholt, E.M., Rubel, E.W., Hyson, R.L., 1992. A circuit for coding
interaural time differences in the chick brainstem. J. Neurosci. 12,
1698–1708.
Rubel, E.W., Smith, Z.D., Steward, O., 1981. Sprouting in the avian brain-stem auditory pathway: dependence on dendritic integrity. J. Comp.
Neurol. 202, 397–414.
Saunders, J.C., Coles, R.B., Gates, G.R., 1973. The development of audi-
tory evoked responses in the cochlea and cochlear nuclei of the chick.
Brain Res. 63, 59–74.
Schwarz, D.W., 1992. Sound delay lines in the nucleus laminaris of the
chicken. J. Otolaryngol. 21, 202–208.
Smith, D.J., Rubel, E.W., 1979. Organization and development of brain
stem auditory nuclei of the chicken: dendritic gradients in nucleus
laminaris. J. Comp. Neurol. 186, 213–239.
Soans, C., Holash, J.A., Pasquale, E.B., 1994. Characterization of the
expression of the Cek8 receptor-type tyrosine kinase during develop-
ment and in tumor cell lines. Oncogene 9, 3353–3361.
Stein, E., Savaskan, N.E., Ninnemann, O., Nitsch, R., Zhou, R., Skutella,
T., 1999. A role for the Eph ligand ephrin-A3 in entorhino-hippocampal
axon targeting. J. Neurosci. 19, 8885–8893.
Sullivan, W.E., Konishi, M., 1986. Neural map of interaural phase
difference in the owl’s brainstem. Proc. Natl. Acad. Sci. U. S. A.
83, 8400–8404.
Swartz, M.E., Eberhart, J., Pasquale, E.B., Krull, C.E., 2001. EphA4/eph-
rin-A5 interactions in muscle precursor cell migration in the avian
forelimb. Development 128, 4669–4680.
Takahashi, T., Moiseff, A., Konishi, M., 1984. Time and intensity cues are
processed independently in the auditory system of the owl. J. Neurosci.
4, 1781–1786.
Xu, Q., Wilkinson, D.G., 1997. Eph-related receptors and their ligands:
mediators of contact dependent cell interactions. J. Mol. Med. 75,
576–586.
Young, S.R., Rubel, E.W., 1983. Frequency-specific projections of in-
dividual neurons in chick brainstem auditory nuclei. J. Neurosci. 3,
1373–1378.
Young, S.R., Rubel, E.W., 1986. Embryogenesis of arborization pattern and
topography of individual axons in N. laminaris of the chicken brain
stem. J. Comp. Neurol. 254, 425–459.
Yue, Y., Chen, Z.Y., Gale, N.W., Blair-Flynn, J., Hu, T.J., Yue, X.,
Cooper, M., Crockett, D.P., Yancopoulos, G.D., Tessarollo, L.,
Zhou, R., 2002a. Mistargeting hippocampal axons by expression
of a truncated Eph receptor. Proc. Natl. Acad. Sci. U. S. A. 99,
10777–10782.
Yue, Y., Chen, Z.Y., Gale, N.W., Blair-Flynn, J., Hu, T.J., Yue, X.,
Cooper, M., Crockett, D.P., Yancopoulos, G.D., Tessarollo, L.,
Zhou, R., 2002b. Mistargeting hippocampal axons by expression
of a truncated Eph receptor. Proc. Natl. Acad. Sci. U. S. A. 99,
10777–10782.
